The recombinant N-terminal tail (residues 1-48) of histone H4 was expressed and purified as described previously (Verreault et al., 1998). RbAp46 was also expressed in insect cells using the pPK13 baculovirus as described (Verreault et al., 1998). For RbAp46 affinity purification the pre-cleared cell extract was applied to a column containing GST-H4 (1-48) bound to glutathione agarose. After extensive washing with 20 mM Tris pH 7.5 containing 100 mM NaCl, 2 mM DTT and 0.2% (v/v) NP-40, the RbAp46/H4 (1-48) complex was released by cleavage of histone H4 from GST with thrombin. Mass spectrometry showed that the histone H4 in the complex was degraded, with residue 16 being the Nterminus of the shortest peptide. The complex was further purified on a MonoQ column, buffer exchanged into 100 mM NaCl and 20 mM Tris pH 7.5 and concentrated using a Vivaspin 6 concentrator to 13 mg/ml for crystallisation.
RbAp46/H4 (1-48) complex was released by cleavage of histone H4 from GST with thrombin. Mass spectrometry showed that the histone H4 in the complex was degraded, with residue 16 being the Nterminus of the shortest peptide. The complex was further purified on a MonoQ column, buffer exchanged into 100 mM NaCl and 20 mM Tris pH 7.5 and concentrated using a Vivaspin 6 concentrator to 13 mg/ml for crystallisation.
Expression and Purification of Native and Selenomethionine-Labelled RbAp46
His-tagged RbAp46 was expressed in insect cells by transferring a BglII-HindIII fragment of pET15b, containing the RbAp46 gene incorporated in the NdeI and BamHI sites, into the BamHI and HindIII sites of pFBDM (Berger et al., 2004) . The recombinant pFBDM-p46HIS baculovirus, generated by recombination with a bacmid in DH10Bac E.coli (Invitrogen), was used for expression of both native and selenomethionine RbAp46 in insect cells using Sf-900 II serum-free medium (Invitrogen). RbAp46 selenomethionine derivatives were expressed in the methionine free version of the Sf-900 II media (Invitrogen), supplemented with 150 mg/ml selenomethionine. The cells were harvested at ~55 hours post-infection and the protein was purified by affinity chromatography on a Ni-NTA column (Qiagen) following standard procedures. The His-tag was removed by thrombin cleavage and the RbAp46 was purified further on a MonoQ column (GE Healthcare), buffer exchanged into 100 mM NaCl and 20 mM Tris pH 7.5, combined with a histone H4 peptide (residues 16-41) in a 1:2 molar ratio and concentrated on a Vivaspin 3 concentrator to 13 mg/ml for crystallisation. 
